Reconstitution of Phaseolus vulgaris alpha-amylase inhibitor from isolated subunits.
The reconstitution of Phaseolus vulgaris alpha-amylase inhibitor from its two kinds of subunits was studied. The inhibitor was reconstituted by quick dilution from its subunits denatured in 6 M guanidine hydrochloride with a concomitant restoration of the inhibitory activity. Various environmental factors had a profound influence on the rate and extent of the reconstitution. Especially low protein concentration and high ionic strength were essential for a high yield of regained activity, and Zn2+ was also effective in promoting reconstitution. The maximum specific activity of reconstituted inhibitor was obtained at a 1:1 molar ratio of alpha-subunit: beta-subunit. Under the optimal conditions obtained, the activity regain was about 60% of the activity of the native inhibitor. Further, this report advances the possibility that the glycan chains of each subunit may be important in proper folding and assembly of the subunit polypeptides.